Abstract Objective: To describe the incidence, risk factors, and impact on mortality of acute kidney injury (AKI) in patients with 2009 influenza A (H1N1) viral pneumonia requiring mechanical ventilation. Design: Observational cohort study. Patients and methods: AKI was defined as risk, injury or failure, according to the RIFLE classification. Early and late AKI were defined as AKI occurring on intensive care unit (ICU) day 2 or before, or after ICU day 2, respectively. Demographic data and information on organ dysfunction were collected daily. Results: Of 84 patients, AKI developed in 43 patients (51%). Twenty (24%) needed renal replacement therapy. Early and late AKI were found in 28 (33%) and 15 (18%) patients, respectively. Patients with AKI, as compared with patients without AKI, had higher Acute Physiology and Chronic Health Evaluation (APACHE) II score and ICU mortality (72% versus 39%, p \ 0.01) and presented on admission more marked cardiovascular, respiratory, and hematological dysfunction. Patients with early but not late AKI presented on admission higher APA-CHE II score and more marked organ dysfunction, as compared with patients without AKI. ICU mortality was higher in late versus early AKI (93% versus 61%, p \ 0.001). On multivariate analysis, only APA-CHE II score and late but not early AKI [odds ratio (OR) 1.1 (95% confidence interval 1.0-1.1) and 15.1 (1.8-130.7), respectively] were associated with mortality. Conclusions: AKI is a frequent complication of 2009 influenza A (H1N1) viral pneumonia. AKI developing after 2 days in ICU appears to be associated with different risk factors than early AKI, and is related to a higher mortality rate.
Introduction
Acute kidney injury (AKI) is a common complication in patients admitted to the intensive care unit (ICU), with a prevalence rate ranging from 16% to 35% in ICU patients, depending on the definition used, reaching 75% for patients in shock; it is associated with a high mortality rate [1] [2] [3] [4] [5] .
There is very limited information concerning the incidence, risk factors, and impact on mortality of AKI in patients with 2009 influenza A (H1N1) viral pneumonia requiring mechanical ventilation [6] [7] [8] [9] [10] . Trimarchi et al. [11] found that AKI was present in 64% of ICU patients with pandemic 2009 influenza A (H1N1) and was associated with 83% mortality. Rello et al. [7] found, in a population of 32 patients with H1N1 influenza requiring ICU admission, that 21% required renal replacement therapy (RRT). Other studies have reported a prevalence rate of AKI in patients with H1N1 influenza virus infection of 25% and 33% [12, 13] . In an autopsy study of 21 fatal cases of 2009 influenza A (H1N1), 9 patients (43%) were reported to have developed AKI, 4 required dialysis [14] , and all had mild to moderate renal acute tubular necrosis on microscopic examination.
The aim of this study is to evaluate the incidence, risk factors, and impact on mortality of AKI in critically ill patients with 2009 influenza A (H1N1) viral pneumonia requiring mechanical ventilation. In addition, we hypothesized that AKI diagnosed soon after ICU admission had different clinical characteristics and impact on mortality than AKI diagnosed later in the course of the illness.
Patients and methods

Study design
We conducted an observational cohort study enrolling all consecutive patients older than 18 years of age, with the diagnosis of confirmed or probable pandemic 2009 influenza A (H1N1) viral pneumonia, diagnosed as defined by the World Health Organization [15] , and requiring mechanical ventilation, admitted to 13 ICUs in Argentine, Chile, and Uruguay, from May 1, 2009 to September 31, 2009. The Ethics Committee of each participating institution approved the study protocol. From the original cohort, patients with chronic renal failure, missing data or unknown ICU discharge status were excluded from the analysis.
Data collection
Data were collected by accessing each patient's clinical records. For each patient, we collected demographic data, Acute Physiology and Chronic Health Evaluation (APA-CHE) II score using the worst values within the first 24 h after ICU admission, and the presence of comorbidities. Although the use of more modern severity scoring systems would have seemed more advisable, the used score was widely available and still allows for group comparisons. We collected on admission and on daily basis at 8:00 a.m. information on arterial blood gases, serum creatinine and bilirubin concentration, blood platelet count, vasoactive drugs dosage, as well as development of bacterial pneumonia and requirement for RRT. Information was recorded daily until death, ICU discharge or day 28, whichever came first. Day 1 started at 8:00 a.m. on the first ICU day.
Nasopharyngeal swab specimens were collected on admission, and bronchial aspirate samples were obtained after tracheal intubation. Specimens were placed in transport medium and kept at 2-4°C. Reverse-transcription polymerase chain reaction (RT-PCR) testing was done in accordance with published guidelines from the US Centers for Disease Control and Prevention [15] . A positive RT-PCR test in a respiratory sample (nasopharyngeal swab or tracheal aspirate) was required for confirmation of the diagnosis of 2009 influenza A (H1N1) pulmonary virus infection.
Definitions
AKI was classified according to the risk of renal failure, injury to the kidney, failure of kidney function, loss of kidney function, and end-stage kidney disease (RIFLE) criteria with a modification of the urine output criterion [1] [2] [3] . For this study, the RIFLE outcome categories loss and end-stage kidney disease were not evaluated [3] . Baseline serum creatinine values were estimated using the Modification of Diet in Renal Disease (MDRD) equation, as recommended by the Acute Dialysis Quality Initiative (ADQI) Working Group (assuming a lower limit of normal baseline glomerular filtration rate of 75 ml/min) and similar to previous studies [1] [2] [3] . For analysis, patients were assigned their worst RIFLE category according to either serum creatinine (the maximum value over a given time period) or urine output criteria. Early AKI was defined as that occurring on admission or on 8:00 a.m. data on day 1 or day 2. Late AKI was defined as that occurring after day 2 data.
Use of vasopressor was defined as the requirement for norepinephrine at any dosage or dopamine at dosage [5 lg/kg/min. Hematological dysfunction was defined as coagulation Sequential Organ Failure Assessment (SOFA) score higher than 2. Fluid balance was calculated as the difference between fluid input and fluid output. Fluid input included all fluids infused by intravenous or enteral routes. Fluid output included urine output, volume of gastric residue, and fluid loss from drains.
Bacterial pneumonia as a complication of viral pneumonia was diagnosed in the presence of purulent sputum and significant growth of a potentially pathogenic microorganism in a tracheal aspirate sample culture accompanied by fever or an increase in white blood cell count. Bacteremia was diagnosed when a potentially pathogenic microorganism grew in more than one blood culture.
Statistical analysis
Outcome variables were compared between patients without AKI and patients with AKI, as well as between patients with early and late AKI. Continuous variables are expressed as mean (standard deviation, SD) or median (interquartile range) and were compared using Student's t test or analysis of variance (ANOVA) with post hoc Scheffé test. For nonparametric variables, Kruskal-Wallis test was used. Categorical variables were expressed as proportions and were compared by the v 2 or Fisher exact test. Multivariate analysis was performed using ICU mortality as the dependent variable, including in the maximal model the variables associated with mortality (p \ 0.1) on univariate analysis. The odds for dying is expressed as the odds ratio (OR) and its 95% confidence interval (CI). Two-sided p value less than 0.05 was considered statistically significant.
Results
General characteristics
During the observation period, 115 patients were admitted to the ICU with the diagnosis of 2009 influenza A (H1N1) viral pneumonia requiring mechanical ventilation. Six patients were excluded because of chronic renal failure, and 25 because of missing data.
Characteristics of the 84 patients included are shown in Table 1 . Diagnosis was confirmed by positive PCR test in respiratory samples in 56 (67%) cases. No patient was lost to follow-up to the specific time end points.
Acute kidney injury AKI developed in 43 (51%) of 84 patients with influenza A (H1N1) viral pneumonia, and 20 needed RRT. Patients with risk (5/43, 12%), injury (11/43, 25%), and failure (27/43, 63%) had mortality of 40%, 64%, and 78%, respectively.
Patients with AKI were, as compared with patients without AKI, more likely to be male and obese, and had higher APACHE II score and greater ICU mortality. Noninvasive ventilation (NIV) was used less often in patients with AKI than in patients without AKI. Organ dysfunction was also more severe in patients with AKI, as indicated by higher prevalence of shock, and lower PaO 2 / FiO 2 ratio and blood platelet count ( Table 1) . As the observed difference in APACHE II score between patients without and with AKI could be due to the renal component of the score, we recalculated the APACHE II score without the renal component, finding it to be not significantly different between non-AKI and AKI (p = 0.65) or between early and late AKI (p = 0.32).
There was no difference (comparison between groups not shown) between the non-AKI and the AKI groups in (data presented as median [IQR] , percentage or 
Early versus late AKI
Early AKI was found in 28 patients (33% of all patients), and late AKI in 15 (18% of all patients) ( Table 1) .
When comparing early versus late AKI, some differences not obvious in the AKI versus non-AKI comparison became evident. Male predominance, as compared with the non-AKI population, was observed in both early and late AKI. The APACHE II score, however, was higher than in non-AKI patients in early but not in late AKI.
Early AKI did not impact duration of mechanical ventilation or ICU length of stay, and mortality was nonsignificantly higher than in non-AKI patients. Only patients with late AKI had, as compared with patients without AKI, a nonsignificant trend towards more prolonged duration of mechanical ventilation and ICU and hospital length of stay, and significantly higher mortality (Table 1) .
Similarly, as compared with patients without AKI, in patients with early but not late AKI, the difference in PaO 2 /FiO 2 ratio, blood platelet count, and serum bilirubin concentration on ICU admission reached statistical significance. ICU mortality was higher in late than in early AKI (Table 1) .
Other variables [prevalence of comorbidities, bacterial pneumonia as complication, bacteremia, heart rate, mean arterial pressure, tidal volume delivered, peak and plateau airway pressure, white blood cell and lymphocyte counts, international normalized ratio (INR), and serum LDH activity] were comparable in patients with early versus late AKI (not shown).
Among patients with early AKI (n = 28), 15 of 20 (75%) whose renal function did not improve over time died, whereas 2 of 8 (25%) whose renal function improved died (Fig. 1) .
The number of patients with AKI receiving RRT was 9 of 28 in the early AKI and 10 of 15 in the late AKI group. Of those, four (one before day 14 and three after day 14 of RRT) in the early AKI group and one (before day 14 of RRT) in the late AKI group came off RRT and survived. One additional patient without AKI received RRT in the context of multiorgan dysfunction as per the criterion of the attending physician.
Variables associated with mortality
Only the APACHE II score, the diagnosis of cardiovascular, hematological, respiratory failure, and the diagnosis of late AKI were associated with mortality on univariate analysis. Early AKI was not related to mortality. Since RRT is known to be associated with mortality, and RRT was used less frequently in early than in late AKI, it is possible that the difference in mortality observed in early and late AKI was due to the different mortality rate associated with RRT. Among 19 patients receiving RRT, 14 (74%) died, whereas among 24 patients not receiving RRT, 16 (67%) died (p = 0.4). Thus the impact of RRT on mortality did not reach statistical significance, and RRT was not associated with mortality on multivariate analysis.
On multivariate analysis, only APACHE II score on admission and the diagnosis of late AKI were associated with mortality (Table 2) .
Discussion
Several publications have reported the clinical characteristics and outcomes of critically ill patients with 2009 The 51% prevalence of AKI in our series is somewhat lower than the 67% reported by Sood et al. in patients with pandemic H1N1 influenza admitted to the ICU [9] , but similar to the prevalence reported for general ICU patients (20-75%) using the same RIFLE criteria [16] . Furthermore, the rate of AKI within the first 48 h (33%) is in line with the currently reported incidence in ICUs [1] . Although we cannot explain the difference from the previously reported incidence of AKI in pandemic 2009 influenza A (H1N1) [9] , it is possible that different treatment strategies could be related to differences in the prevalence of AKI. In fact, most of the patients in Sood et al.'s study [9] had AKI by the urine output criterion and only 25% by the serum creatinine criterion, whereas in our series patients were nonoliguric on average (mean urine output 0.9 ml/kg/h). The prevalence of acute kidney injury in general ICU patients reported in the SOAP study [17] was lower than in our cases (36%), but in that study [17] diagnostic criteria indicative of more severe renal injury (serum creatinine [3.5 mg/dl or urine output \500 ml in 24 h) were used.
The distribution of patients in the different AKI classes (risk, injury, and failure) in patients with pandemic H1N1 influenza has not been previously reported. In the present report, it was 12%, 25%, and 63%, respectively. AKI class distribution reported in general ICU patients by Hoste et al. [18] was 18%, 40%, and 42%, respectively (recalculated from the original data).
The mortality of patients without AKI in the present series (39%) was much higher than the 5% [17] or 16% [18] reported in general ICU patients without AKI and the 17% in patients with pandemic H1N1 influenza [18] . Patients in those series [17, 18] were general ICU patients with less severity. For instance, in the SOAP study [17] , about two-thirds of patients were on mechanical ventilation, less than one-quarter had respiratory failure, and only one-quarter had sepsis on admission. Our patients were all on mechanical ventilation, all had acute respiratory distress syndrome (ARDS), and 44% were in shock. Genetic background, date of censorship for mortality reporting, or nonobvious differences in treatment could also explain to some extent the observed dissimilarities.
As expected, AKI was generally diagnosed in sicker patients. Patients with AKI, as compared with patients without AKI, had higher APACHE II score and higher incidence of organ dysfunction (cardiovascular, respiratory, hematological) on admission. APACHE II nonrenal was not different between patients without and with AKI, indicating that it is the renal component of the score that determines the detected difference, and that risk factors not captured by the APACHE II score are related to the development of AKI.
According to our hypothesis, we found that the time of onset of AKI characterized two different populations. Patients with early AKI had only slightly and nonsignificantly higher mortality rate than patients without AKI, whereas patients with late AKI had significantly higher mortality than patients with either non-AKI or early AKI. In the study by Payen et al. [17] , patients with early AKI had similar mortality rates to patients with late AKI. We cannot explain this discrepancy based on our results. Different availability of the use of RRT could explain these differences. Our results (higher mortality rate of late versus early AKI, and low mortality rate in those patients with early AKI whose renal function improves over time) are biologically plausible. Early AKI, probably determined to some extent by perfusion abnormalities in the context of insufficient or still ongoing resuscitation, is associated with a lower mortality rate than late AKI, which generally appears in combination with sepsis, multiple organ failure, and use of nephrotoxic agents. However, the lack of urinary indices or information concerning the response to fluid challenge makes our interpretation of the lower mortality rate of early versus late AKI purely speculative. It is very likely that the different mortality rate in early versus late AKI is due to the higher rate of resolution of renal dysfunction and the associated lesser requirement for RRT in early compared with late AKI.
There is a lack of information on the incidence and mechanisms of AKI in viral infections. Tentative explanations for AKI in patients with pandemic 2009 influenza A (H1N1) would be those proposed for AKI in general critically ill patients, including insufficient resuscitation and, in the context of the inflammatory [8, 19] . Whether there is virus present in renal tissue that could induce specific effects on renal function has not been reported as yet. Patients with late AKI had a similar APACHE II score to patients without AKI. This result suggests that events taking place after admission (whose severity is not reflected in the admission APACHE II score) explain the development of AKI during the ICU course.
It is possible that, as RRT was used less frequently in early than in late AKI, the observed mortality difference in the two groups was due to the different use of RRT. In our study, the impact on mortality of the use of RRT did not reach statistical significance. Of 20 patients receiving RRT, 14 died and only 6 survived (p = 0.09). Consequently, although it is possible that this lack of significance is due to the small sample size, our results indicate that, regardless of the different use of RRT, early AKI is associated with a lower mortality rate than late AKI.
Limitations
A major limitation of this study is its observational nature, allowing only the study of associations but precluding the assessment of cause and effect relationships. Second, the lack of information pertaining to many confounders (such as delay in oseltamivir treatment, availability, timing of renal replacement therapy, use of goal-directed sepsis therapy, ability to clear the virus, and use of nephrotoxic agents) forestalls the control of important variables that might play a role in the relationship between H1N1 influenza and AKI. In addition, this lack of information prevents us from speculating as to the causes of the development of late AKI. In addition, chronic renal failure, as self-reported or recorded in the patients' medical records, was an exclusion criterion. However, we could not determine whether elevated baseline serum creatinine was early AKI or rather indicated stable chronic renal failure. Finally, our results on the analysis of patients from a specific geographic area may not be generalizable to other areas.
Interpretation
AKI developing early after ICU admission that resolves over time is probably related to hemodynamic abnormalities rather than to inflammatory or sepsis-induced mechanisms. If this abnormal hemodynamics resolves (patients with early AKI that resolves over time), the mortality rate is comparable to that of patients with normal renal function. AKI that develops later in the course of the disease, appearing in the context of multiorgan dysfunction, is associated with a very high mortality rate. The severity of patients with late AKI is not captured on admission by the APACHE II score, suggesting that events taking place after ICU admission, and possibly amenable to preventive measures, are involved in the development of late AKI.
Conclusions
Patients with influenza A (H1N1) viral pneumonia have a high incidence of AKI. Late but not early AKI is associated with a large impact on mortality. 
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